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PUW^IMARY IMSEASE:OSING' THE SAME 

DECLARATION 

Dear Sir; 

■I, Yasnb AOMl ? residing in YQtsu]^ido~shi ? Japan, declaim and state tbM: 

1< Igr^uirted wMi a -Ph.D. ftom Toko Pm-versity in August 15. 2001, Since 
April IMS* J had been employed by Dainippon Ink and Clieffife4$, in^ ;? and at the tklW 
o f the ixi^niion, I was engaged In resear eh and de^elopjro^L 

2< I am one of the- irivenfes of the invention as claimed fax: the 
abo^refeB^d ^plicatia^ and mmm&* I« Wiar with the ^ifipatfeto and 
claims which compose the application, 

3 V I am aware of the Office Aetion of March 30, 2010, issued on the 
above-refeei^d application. 

4. la order to ■ siippkxMnt the declaration as filed db July 30, SQQ8 ? X conducted; 
^ additional e^crimoi# for the purpose of demonstrating that unexpected affects can 
fee obtained by the claimed ^uhject-matter, and the experimental procedures and 
obtained data are pressed below. 

Experiment 1 

111 '"Experiment 2 ?r in the Declaration as filed on July 30,. 2008, the 
admimstiMidn doses between TA-270 and theophylline were different. Although we 
believe that the unexpected effects of T A^270 were.^own. snffieiently in Experiment 2$ 
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we would like to p^seBt ^ditional e^eriment showing the effects on. COPD m the 
same dose between TAr270 and fligopliylliriei In this experiment* TA-270 and 
th^oj^liyilm^ were tBtra-tracheally adxnteisiered to COED mice mdneed by 
lipopolysaeehaiMe (LPS) aifid evaluated on its- efficacy and prolonged ef&et This 
COPD model -was. reported in Am J- Physiol Lung; Ceil Moi Physiol (205: L1-LI5, 
2008),. Materials and procedures thereof are sunmiari^ed feetow* 

MATERIALS AND METHODS 
[Animals] 

Ma% 7«week-old. ? Balfe/c Mice weighing around 20 g were purchased fern 
Japan SLC (Hamaniatsu^ Japan), The animals were housed in a tet^eraia^^ 
environment witli free access to standard rodent ehow and water. Ail of the 
experimental procedures were approved by the Experimental Animal Research 
Goxnrotttee at Kobe I%irmaem^ 

[Reagents] 

LPS (Escherichia coli 055;B3) and Bovin© serun^a^ 
Sigma- Aidrich Co, (St. Louis, MO ? USA), Theophylline was purchased from. 'W&ko 
Pure Chemical Industries. Ltd, (Osaka, Japaii), 

The vehicle for intra-tracheai administration was used Q>lw/v% BS^salitie 
solBtiom 10 ^ig/mL Q'J>vfy% BSA-saline solutions of TA-2.70 and theoph^ were 
prepared using agate mortar as a test drug sol utiom 

0 .5 nig/niL of LPS solution was prepared using saline 

[Study design] 

The protocol followed in this ^udy i^ summarised In FIG, 1 below, LPS (10 
|xL*MimaJ"i) was iritra-tracheally adnifnMered under conseioiisness. Suhseguentij^ 
BALE was harvested, ftdm all mice at 48 hour after iMra-tracheal dosing of LPS. 
Tot4l eelte and diflerential cells counts ineludiiig macrophages, lymphocyte, neiftrophiis 
and eosinophils hi BALE were performed. 

To evaluate the effect of TA-270 (compound No, 351} (10 ]ig?feg*l) and 
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tfieo|>telliiie (10 |xg4cg-I| were intra-tmclicsaliy adiri5MMere<|. 1 ? 12 or 24 hour bisfere the 
intta^tra&heal instillations of LPS , As a normal group, test- compounds and LPS were 
not administered, and as a positive group, veMcle soliitioa and LPS w^i^ administered, 



FIG, 1 GOPD model induced by lipapolysscGharM 



LPS 1 Qxug / 20 u L J mouse 
(totfa-tracbeaj dose; I TP) 
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TA-270 or Tiieopfryijirce at dose of 
I D ug / wL 1 kg B.W. of (ITD) 



^ : Mice 1b noitnsl groiip: were iiot ^$ed test splutioii; and LES and nike in po sims group were dosed ysfeis 
solution and LPS . 



[Result] 

Total cell, macrophages, lymphocyte and Mittrofliil counts in BALF of the 
positive group werg sigmfieaiitly increased through the iiiti^-trach^al dose (ITD) of LPS 
comparing to the normal group, Eosinophils: did not detected in any groups including 
to normal, positive and test compound groups, 

TA-270 stowed the significant inhibitory effects on the infiltration of 
niflaa^atory cells into airway by intra-tmclieai dose at dose of 10 fig t kg. 
Additionally, TA-27G showed the significant effect by intratracheal dose at 24 hour 
prior to adrninistration of LPS md this long-aeting effects meant the possihiiity that 
'Ty^#2?lEf was effective in an inhalation dose once a day in COPD patients. Thess 
effects were not thought to fee related to allergic reaction through eosinophils because 
eosinophils could not detect in this COPD model On the other hand, theophy llrne did 
not &&m ofTA-270in::.any;ctese timings,. 

Therefore, as shown in ^EKperinijent 2- of the declaration as fi led on Jiily 30, 
2008 and this ^Experiment V\ TA~270 has the lanexpeeted and snpeoor effects than 
existing medicine .for GOPD ? theopbyMirie, in two COPD animal models, TA-270 
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imprmed. the residual volume, had stronger mMMtory effect on the infiltration of 
mflammatory ceils than theaphylluie and sixowad the long-acting eftecte in. COPD 
modi. 

|V<jm these results, we excluded that TA-270: has the un^peeted,, very useful 
and effective ef&eta for COPP patfents. 

FIG. 2 Efifect of and tlieqphynfne on the hiens&p in cell eounts in the airway 

Of COM) mice iMuced by LPS 
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I further declare that aM $t^^iients mmM herein of xr$y own knowlecige are true 
and that .all statementg made on iMbrmatian m6 belief believed to be true; and 
fiburtliii^c:' ^£tM»g:: ^%ese/-sgt9t^i!ieqQe^ were made with t&a knowledge tllM wfll&i false stM^mefits 
md the like so made are puriish^ble fey fine or imprisonmeiit, or botl% and that such 
willful false statements may jeopardise the validity of the appl&atlorj or any peteM 
issuing tfere^jtL 

Date: Ser>tember/# 2Q1Q 

— — -r^— — — — ------- 

v Tn<m A.OKI 
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